PCR-SSCP conditions:
The 15 µL PCR amplification contained 50 ng of genomic DNA, 1 µl of each primer (10 pM), 1.50 mM MgCl 2 , 0.20 mM dNTP, and 0.50 U Taq DNA polymerase (TaKaRa, China). The cycling protocol was 5 min at 95°C, 35 cycles of 94°C for 35 s, annealing at 56.3°C, 56.5°C, 63.5°C or 56.5°C corresponding to 4 different primer pairs for 30 s, 72°C for 50 s, with a final extension at 72°C for 10 min. Polymorphism of GHSR gene was detected by SSCP in 10% PAGE in constant voltage (200 V) for 2.0-2.5 h after its PCR product was denatured for 10 min at 98°C. The gel was stained with silver nitrate and visualized with 2% NaOH solution (supplied with 0.1% formaldehyde) (PAN et al., 2007) . The PCR products from individuals which represented different PCR-SSCP patterns were purified and sequenced.
Results: Five novel SNPs were discovered firstly in GHSR gene among 649 unrelated animals which belonged to five cattle breeds in China (Nanyang, 240; Qinchuan, 141; Jiaxian, 133; Chinese Holstein, 61; Jinnan, 30) and an exotic breed (Angus, 44). The discovered SNPs were shown in Table and deposited in GenBank (AccNo.: EU146105-EU146109). According to AccNo.XM_592014, the SNP at nt-7 was in the 5' untranslated region; the SNPs at nt456 and nt667 were located in exon 1 of the coding sequence, but caused no amino acids exchange. The SNPs at nt456 and nt667 of the GHSR gene were always in linkage with GC and AT together, respectively; the SNPs at nt3552 and nt3566 were in the 3' untranslated region. The five SNPs found in the bovine GHSR gene enable to conduct association analyses in order to evaluate these SNP loci as genetic markers for breeding. Table  SNPs and allele The location of the SNP in the sequence XM_592014; the start translation site is "+1".
